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Hordeum vulgare MASD-HR RFVLSGAVLIi SVIiAVAAATL E SVKDECQLGV 

Oryza sativa MASN-KV VFSVLLIiAW SVLAATATMA EYHHQDQWY TPGPLCQPGM 

Hordeum spontaneum MAFK--Y QLtiliSAAVML AILAATVT-- SFGDMCAPGD 

Eleusine cor ac ana SVGTSCIPGM 

Secale cereale . SVGGQCVPGIi 

Triticum durum MACKSSC SlilililiAAVLL SVLAA--A-- SASGSCWGV 

Zea mays MASSSSSSHR RLILAAAVLI, SVLAAASA-- SAGTSCVPGW 

Tritcum aestivum MASN-HR RFLLSGAVLL SVIiAAVAA-I/ E SVEDECQPGV 
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Hordeum vulgare DFPHNPLATC HTYVT KRVCG RGPSRPM LV KERC 

Oryza sativa GYPMYPLPRC RALVKRQCVG RGTAAAA EQ VRRDC 

Hordeum spontaneum ALPANPLRAC RTYWSQIC- - -HVGPRLST WD MKRRC 

Eleusine coracana AIPHNPLDSC RWYVAKRACG VGPRLAT QE MKARC 

Secale cereale AMPHNPLGAC RTYWSQIC- --HVGPRLFT WD MKRRC 

Triticum durum AFRTNIaLPHC RDYVLQQTCG TFTPGS KLPE WMTSASIYSP GKPYLAKLYC 

Zea mays AIPHNPLPSC RWYVTSRTCG IGPRLPW PE LKRRC 

Tritcum aestivum AFPHNAIiATC HTYVT KRVCG RGPSRPM LV KERC 
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Hordeum vulgare CRELAAVP-D HCRCEALRIL MDGVRTPE- GRWEG RLGDRRDCPR 

Oryza sativa CRQIiAAVDDS WCRCEAISHM LGGIYRELG- APDVGHP MSEVFRGCRR 

Hordeum spontaneum CDELSAIP-A YCRCEALRII MDGTVTWQ-- GVFG-A YFKDMPNCPR 

Eleusine coracana CRQtiEAIP-A YCRCEAVRIIj MDGWTP SGQHEGR LLQDLPGCPR 

Secale cereale CDELIiAIP-A YCRCEAIiRIL MDGWTQQ-- GVFEGG YIiKDMPNCPR 

Triticum durum CQELAEIS-Q QCRCEALRYF IALPVPSQPV DPRSGNVGES GLIDIiPGCPR 

Zea mays CREIiADIP-A YCRCTALSIIi MDGAIPPGP- DAQLEGR -IiEDLPGCPR 

Tritcum aestivum CRELAWP-D YCRCEALRVIi MDGVRAEE- GHWEG RLGDRRDCPR 
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Hordeum vulgare EEQRAFAATL VTAAECNLSS VQAPGVRLVL LADG - 

Oryza sativa GDIiERAAASL PAFCNVtilPN GGG-GVCYWL ARSGY 

Hordeum spontaneum VMQTSYAANL VNPQECNLWT IHGSPSCPEL QPGYEWL-- 

Eleusine coracana QVQRAFAPKL VTEVECNLAT IHGGPFCLSL LGAGE 

Secale cereale VTQRSYAATIi VAPQECNIiPT IHGSPYCPTL QAGY 

Triticum durum EMQWDFVRIiL VAPGQCNIiAT IHNVRYCPAV EQPLWI 

Zea mays EVQRGFAATL VTEAECNIiAT ISGVAECP.WI LGGGTMPSK- 

Tritcum aestivum EAQREFAATL VTAAECNLPT VS--GVGSTI, GATGRWMTIE LPK 
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Figure 4 
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(A) 10% SDS-PAGE of LDl extracts corresponding to 5 p,g protein. 

(B) Immunoblot developed with antiserum against LDl; bar represents 21 .5 kD. 

(C) PCR of genomic DNA with primers inhib-6 + OCS-II for the LDl gene in antisense 
direction (817 bp). 

(D) PCR of genomic DNA primers BAR-I + BAR-II for the 6ar gene (534 bp). 

(E) PCR of genomic DNA primers TUB-F+ TUB-R for the tubulin gene (217 bp). 

(F) LDl activity assay. The control represents the amount of LD used for each assay. 
LDl extracts corresponding to 10 fig protein were mixed with LD and assayed for 
remaining LD activity. Each value represents the mean ± SE of three replicate 
experiments. 



1-6: six individual grains; wt: wildtype; MW: molecular weight marker sizes in kD are 
97.4, 66.2, 45, 31, 21,5 and 14.4; X: TJHind ill molecular weight marker; -ve: negative 
control of PCR. 
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Figure 5 
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(A) 12% SDS-PAGE of LDI 
extracts corresponding to 
5fig protein. 

(B) Immunoblot developed 
with antiserum against LDI; 
bar represents 21 .5 kD. 

U3: homozygous T 2 
generation transgenic line 
U3; U4: homozygous T 2 
generation transgenic line 
U4; wt: wildtype; MW: 
molecular weight marker 
sizes in kD are 97.4, 66.2, 
45,31,21.5 and 14.4. 
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Figure 7 




(A) wildtype barley grain. 

(B) transgenic T2 generation grain of homozygous line U4. 

(C) wildtype T1 grain of heterozygous transgenic line U3. 

(D) transgenic T1 grain of heterozygous line U3. 
Bar is 10 jam long. 
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